Abstract: Chemical investigation of Croton pullei (Euphorbiaceae) collected in the Brazilian Amazon region was revisited. The chemical composition of the essential oils of leaves and stems was analyzed by GC/MS. It was found that both the oils comprise mainly terpenes, among which linalool was the major one (24.90 and 39.72%, respectively). Phytochemical investigation of the stem methanol extract led to the isolation of a new natural product from the glutarimide alkaloid group named N-[2,6-dioxo-1-(2-phenylethyl)-3-piperidinyl]-acetamide, confirming that C. pullei is a rich source of this class of alkaloids. The hexane and methanol extracts of the stems of C. pullei showed moderate antibacterial and antifungal activity and the highest inhibition was observed when the methanol extract was tested against Staphylococcus aureus CCMB 262 and CCMB 263.
. Structures of the glutarimide alkaloids from Croton pullei. 
Results and Discussion

Volatile Compounds
In total, 87 compounds were identified, accounting for 91-99.5% of the volatiles. The percentage of the compounds identified in the leaf and stem oils of C. pullei is listed along with their retention indices in Table 1 . The yields of the essential oils from leaves and stems were 0.50% and 0.06%, respectively. The 57 compounds listed account for 87.20% and 91.95% of the volatiles of the leaves and stems, respectively. Except for the presence of 1-nonen-3-ol in the leaves and methyleugenol in the leaves and stems, terpenes made up the majority of the components, including monoterpenes (44.51% in leaves and 62.17% in stems) and sesquiterpenes (41.61% in leaves and 26.69% in stems). Oxygenated monoterpenes (42.56%) were major components in stem oil, while sesquiterpene hydrocarbons were predominant in the leaves. Similar amounts of monoterpene hydrocarbons and oxygenated sesquiterpenes were detected in both oils. The main compound identified in the leaf and stem oils was linalool (24.90 and 39.72%, respectively), followed by α-pinene (8.08 and 8.23%, respectively) and β-pinene (6.63 and 9.81%, respectively). Comparing the chemical composition of the two oils, it is clear that there are only quantitative differences between the major compounds. On the other hand, the two oils showed a great qualitative difference, with the presence of twenty-three compounds detected only in the leaf oil, and fourteen in the stem oil. Despite the occurrence of linalool in the leaves and stems of C. pullei, their oxides were detected only in the leaf oil. Croton species containing high amounts of linalool were C. cajucara Benth. [18] , C. lanjouwensis Jabl. [19] , C. aubrevillei J. Léonard [20] and C. micradenus Urb. [21] . High amounts of α-pinene were found in some Croton species, such as C. adenocalyx Baill. [22] , C. antanosiensis Leandri [23] , C. matourensis Aubl. [24] and C. micradenus Urb. [21] . This is the first report on the chemical composition of the essential oils of these species.
Novel Non-Volatile Compound
Substance 4 was isolated from the methanol extract of the stems of C. pullei and identified as the Figure 2 ). This is the first time that compound 4 is isolated as a natural product; until now it has only been obtained by synthesis [25] H-NMR spectrum (CD 3 OD) displayed signals of a phenylethyl group (H-2'-H-8') similar to those of julocrotine and crotonimides A and B [7] and signals of a glutarimide unit with the H-3 signal unfolding in a double doublet at δ H 4.60 (J = 12.6 and 5.6 Hz) and the H-4 and H-5 signals in multiplets at δ H 2.13-1.86 and 2.75-2.71, respectively; the signal of hydrogen in the group N-H was not observed or it was rather weak and the signal of the acetyl side chain was observed as a singlet at δ H 2.02. The 
J(CH)]
experiments. Figure 2 shows the most important HMBC correlations of substance 4. The NMR data of 4 reported before were partial and recorded in CDCl 3 and those reported here were recorded in CD 3 OD and are now fully assigned (Table 2 ). 
Antimicrobial Activity
The methanol and hexane extracts of C. pullei were evaluated for their antimicrobial activity against Gram-negative bacteria, Gram-positive bacteria and yeast species responsible for various forms of acquired infections in humans and, more often, antimicrobial resistance. The MIC and MCC data on the hexane and methanol extracts obtained from the stems of C. pullei are shown in Table 3 . Both extracts showed inhibition of the tested microorganisms and the effect of the methanol extract was higher than the hexane extract. The highest inhibition effect of the methanol extract was observed against the Gram-negative bacterium Pseudomonas aeruginosa. CCMB 268 (MIC = 1.25 mg mL indicate that the compound has no activity. Thus, it can be considered that the methanol extract of C. pullei has moderate activity against both S. aureus tested strains.
In similar a study, Selowa and coworkers [27] using extracts of three Croton species (C. megalobotrys, C. steenkampianus and C. salvaticus) observed that the methanol extract of C. megalobotrys was the most active extract inhibiting S. aureus at 0.625 mg mL . The methanol extracts of C. campestris [28] and C. membranaceus showed antimicrobial activity against S. aureus.
It is known that the stem extracts of C. pullei are a rich source of glutarimide alkaloids, but despite the high amounts of julocrotine (1) in this species, it seems that this compound does not contribute to the antimicrobial activity of the test extracts, since according to Bayor and coworkers julocrotine exhibited no significant activity against S. aureus, Bacillu subtilis and P. aeruginosa [29] and that's why it was not tested again. On the other hand, among the isolated compounds from C. pullei in prior chemical investigations [7] , the diterpenes kaurenoic acid and ribenone and the triterpene lupeol are known for their antimicrobial activities [30] [31] [32] [33] and could contribute for the observed activity of the extracts.
Experimental
Material and Isolation and Identification of Non-Volatile and Distillation of the Volatile Constituents
Samples of C. pullei were taken from the wild plant in a secondary forest in the municipality of Peixe-Boi, State of Pará, Brazil (October, 2008). A voucher specimen (# 188,908) was kept in the Herbarium MG of the Museu Paraense Emílio Goeldi (MPEG).
Extraction of Volatile Compounds
The samples were dried for 7 days in an air-conditioned room (at low humidity) and then ground. Leaves (100 g) and stems (80 g) were hydrodistilled for 3 h using a Clevenger-type apparatus with the refrigeration water maintained at 15 °C. The oils obtained were centrifuged for 5 min (3,000 rpm), dried over Na 2 SO 4 , centrifuged again, and immediately submitted to GC/FID and GC/MS analysis. The solution containing 2 µL of the oil in 1 mL of hexane was immediately prepared to gas chromatography analysis. The total oil yield was expressed in percentage (volume/mass) on the basis of dried material.
Analysis of the Volatiles
The oils were analyzed using a Shimadzu GC/MS Model QP 2010 Plus, equipped with a Rtx-5MS (30 m × 0.25 mm; 0.25 μm film thickness) fused silica capillary column. Helium was used as carrier gas adjusted to 1.2 mL.min
; with splitless injection of 1 μL of a hexane solution; injector and interface temperature were 250 °C; oven temperature programmed was 60-240 °C at 3 °C.min −1 . EIMS: electron energy, 70 eV; ion source temperature was 200 °C. Identification of the compounds were made by comparison of their GC mass and retention data with those in NIST-05 library and cited in the literature data [34] . Retention indices were calculated using n-alkane standard solutions (C8-C26) available from Fluka S. A. (Steinheim, Switzerland), in the same chromatographic conditions. Quantitative data were obtained from the electronic integration of the total ion chromatogram (TIC) peak areas.
Isolation and Identification of Compound 4
The stems of C. pullei were extracted as in [8] . The dichloromethane phase of the methanol extract was fractionated by column chromatography on silica using mixtures of hexane, ethyl acetate and methanol in gradients of increasing polarities as eluents. The fraction eluted with hexane-EtOAc 70% was purified by column chromatography on Sephadex LH-20 using methanol as eluent leading to the isolation of 41 mg of compound 4. Spectrometric methods were used for structural determination. NMR spectra were recorded on a Varian 300 MHz NMR spectrometer (300 MHz and 75 MHz for 1 H and 13 C, respectively) using TMS as internal standard; the IR spectrum was recorded on a Thermo electron IR 100 spectrometer; optical rotation was measured at the sodium D line (589 nm) on a Perkin Elmer 341 and the HRMS was recorded on a VG Auto Spec-300.
Antimicrobial Assays
Microbial Strains
The following bacteria and yeasts were used for the experiments: Escherichia coli CCMB 261 (sensitive to trimetoprime and resistant to sulphonamide), Pseudomonas aeruginosa CCMB 268, Salmonella sp. CCMB 281, Staphylococcus aureus CCMB 262 (resistant to streptomycin and dihydrostreptomycin), Staphylococcus aureus CCMB 263, Staphylococcus aureus CCMB 285, Bacillus cereus CCMB 282, Candida albicans CCMB 286, Candida albicans CCMB 266 and Candida parapsilosis CCMB 288 (resistant to amphoterycin-B). All microorganisms were cultured on Müeller-Hinton agar (MHA). The bacterial strains were cultured at 37 °C for 24h and yeasts at 28 °C for 48h. All the microbial tests were performed in triplicate.
Minimum Inhibitory Concentration (MIC)
The minimum inhibitory concentration (MIC) of the methanol extract of the leaves of C. pullei was determined based on a micro dilution method in a 96 multi-well microtiter plates [35] . All microbial tests were performed in MHA. The extracts were dissolved DMSO-water solution (1:1) and sterilized by filtration through cellulose acetate membrane (0.22 mm). Serial dilutions from 10 to 0.078 10 to 0.078 mg mL ) were used as positive controls. Controls were performed to test the viability of microorganisms and the sterility of the culture medium. The MIC was considered the lowest extract concentration where there was no visible microbial growth after color indicator (TTC and RZ) step.
Minimal Microbicidal Concentration (MMC)
Petri dishes containing MHA were used for this assay; 5 µL of each MIC well were transferred to MHA and cultured at 28 °C for 48 h (yeasts) and at 37 °C for 24 h (bacteria). The MMC was considered the lowest extract concentration where there was no cellular growth.
Conclusions
The essential oils of the leaves and stems of Croton pullei were predominantly composed of terpenes, and the major constituent of both oils (linalool) showed only small quantitative variations (24.90 and 39.72%, respectively). The isolation of the new natural product substance 1 confirms the ability of this species to produce glutarimide alkaloids. The hexane and methanol extracts of the stems of C. pullei showed moderate antibacterial and antifungal activity and the highest inhibition was observed against Staphylococcus aureus CCMB 262 and CCMB 263 for both extracts. The presence of kaurenoic acid, ribenone and lupeol in the stems extracts of C. pullei, but not julocrotine, can explain in part the observed antimicrobial activity.
